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[0 0 0 1] 

[0 0 0 2] 
[$£*(Z>i£fl5] 

MAIS (sKU^^K) 0£KfC&=i* h#CD®fr£A^S^*4jj£< 
§ (C.N. Change*,, Gene, 189-196, 55(1987)) B 

4 yyGyj&mZi&mt-tZ (R.H.Painfe # >rt#ft<D7* -;i/-rW >£\ 245- 
279(1995), J/i^'J>j!f-7x77-^^) . r©'j7>r^f0^ffli 

* -«69«iy 7*-^^ y ?mz&^T&ffi&wtfi%t>tite^M&*jg>< 

[0 0 0 3] 
[?8i?§tf#Si t J: e> £ -T $ M] 

ffi»iA53 (sKU^y^K) O&jgtcfe^T, <fcUfS(fl!tffltll*:?Sffiflc<Z>flfc 

##&©?t32#i^$*lTV>5 0 MPIF-1A2 3 (WO 95/17092-g-) 

2 2000-300500 



i 1-0044 



S**»mjWB*#2*i*. fcBUS&i: bTMPIF-lA 2 3 &JB^*S^K: 

[0 0 0 4] 

sMglflif *> tt, CC^*^ S^&SMPIF (Myeloid Progenitor Inhib 

itory Factor) - 1 A 2 3 < tlltS^i:oV>tl^ (DlftS* 

fcfrofelB*. MPIF-1A2 3&SI. A^S/^Atfctt^^^f^StSii: 

ic <fc o tbtib i: 3. z. mm l 

[0 0 0 5] 

(2) «>t*>«*&44jk« s «h. mm. mkm. &^itm. mmm. mm. € 
mm. »»ffl*fc»«ftft0HT?&*-fcffi (i) ie«©^> 

(5) ^^s/^A^^^^^R^fifl:*^^^^^**^ (4) sa*©*^ 

&-5_hfa (1) iB«©#8U 

(7) •^^^s/^^^^-^jfi&'feS^iftfifc^^^^^AT&s^ga (6) ia«© 

3 ffi$E4# 2 0 0 0-3 



iff 5p 11-00442 



(8) m&{t2tifc#v*7*F<Dm*&ft&ifimm&itwMm&'T*3b&±i& ( 

1) SB«©#8U 

[0 0 0 6] 

^WO^Stt-ffc^^fettJSttS^^ F©R£;&ffiCMv\e> fistful*- 

^J9 0%£U:. «fc L<tt»9 5%JK±Offiratt&^"r«T5 y»BB?»|3Jfcif 

jKU^?^ F££S«KE«0)?Stt&^'*-£3Ky'*:/*- Ffc£#<f* Lv*. 

tztfvx. MmMm®m&te¥-frmm (m. mo. oi~i 004a. #£l< 

4 tf}SE# 2000-300500J 



^ 1 1-0044 



*Ptf>#& (Mil*, J. Exp. Med., 185, 1163-1172(1997)lCffitt0#i&) {C^D 
[0 0 0 7] 

1 t^fc $ tlS 7 $ ; il^'J IC 1 t fc » 2 fg± * l< li, 1~3 

(^uii i~3oim j:»;#*u<tti~i orasa^ $ 

[0 0 0 8] 

u^^Ktt, c*^«s#;i/^ (-cooh) 

-M-COO") C5M8#7 5F (~CONH 2 ) $Lit\i>x.7>m ( 

-COOR) "efcott^V*. 

li^x^f-Mc^SRi: Will x^/k n-^u\£jv 

5 Hi KE# 2000-3005001 



1 1—004426 



tf A n ;u ^- ^ ^ ^ ;i/ x ^ ;b ^ ^ fl§ v % e> ti -5 0 

±i a l t=. c © x x -y-zb * ^* \,\ ^ & o 

^ymcDM^±©gm« WX-\i. -OH. -COOH, >f**V- 

, T*^^«;if©C 2 ^ 6 T/bA^>r/I/S«;if©c 1 _ 6 TS/^S«;if) T-»»StiT 
v**%>©, **V^±3BiR*«^LfcV\t>«)sa[^>A^«a;if©||[-^^>A^ft 

*»^©sKU Fii&&JgJ*LT^T%,k <, ^^©tKU^^ K©& 

tj4, iitftw (Min &s&. v>m. Mit*mm, mm) t<om. &z 
wzmmm (m±\t. mm. ^dw^i, 77m n/\ 

«T^*»«©4<U^^K©?Sttft*a5fcj:Ot?gttS!©*»W©jKy^^ 
K©«£;£i£K:^T#fc*5. 

[0 0 0 9] 

^^©/K';^^F©-gP$,S^tt^I^c$:zi- Kf SDNA»rtf%,L<tt-&j£ 

6 ffiSE# 2000-300500," 



i 1 -0 04 4 



(Molecular Cloning) 2nd (J. Sambrook et al., Cold Spring Harbor La 
b. Press, 1989) lCiB*©£&& T*T& ? Z. 6. £tc rfJiiCD 

[0 0 10] 

DN A(DiMMUn<Dm.mt. W^rfK Mutant -G 

) ) , Mutant™-K (Sigii («) ) ftif^MV^T, Gupped duplex&^>Kunkel& 

o 

•f SDNA!**^' 5fSjg«icaS?B8»3 F>hLt©ATG 

Ft5DNAA^@KttSDNAWi^5:f ^ ffib, (D) iDNAH 

^r^Ji^^lfe^^^ ^-^(D^n^-^— ©T^sic^^g1"€> rhic <k y SBBt?"* 

[0 0 1 1] 

^#-£LTtt, pBR3 2 2, pBR3 2 5, pUC12, pUC13& 
r e c A^E^r-*-. a. P^n*- * 

7 2000-300500 
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Amp r £l8gffc-r£*§-£#&&) , a^V^S/^ffittaMS^ (JKT, NeoiHg 
ft* 5, G4 1 8 ©14) Stf&tfbft*. 

SMUT, ^H««l#S:»3S-r* 3 £ #T?£*„ 

XS/iUtTMICMiiltll li/i'Jt7-nU (Escherichia col i 
) K 1 2 • DH 1 {-JUis-VyrfX • • if • • 7*7^- • 7h 

:/ • -0->fx:/W X • • if • n-xxx- (Proc. Natl. Acad. Sci. US 
A), 6 0#, 160(1968)], JM103 (5?^^ b*/? • 7i/yX- 'J 
if-f% (Nucleic Acids Research) , 9^, 309(1981)], JA221 
t&V—i-JU- • *E l/=3f a.^ — • A4*U¥- (Journal of Molecular Bio 
logy) ) , 12 0#, 517(1978)], HB101 • • =E 

U*=l^- • A-f^-n^-, 4 1#, 459(1969)], C600 (^cn*^ 
-f (Genetics) , 3 9i, 4 4 0 ( 1 9 5 4 )] & if jtfflj^ e>*l£ 0 

[0 0 12] 

♦ f-S/3^-;i/ ♦ - • • U->fx>^^fX ♦ - if • n-xxx- ( 

Proc. Natl. Acad. Sci. USA) , 6 9f, 2 1 1 0 (1 9 7 2)^>j;-> (Gen 
e) , 17|, 1 0 7 (1 9 8 2 )fc ££|B«©#i£K£oT*?fc 3 CI 

o 

;b • V?l% ; T'< v 9 ~X (Molecular & General Genetics) , 1 6 8#, 1 1 1 ( 
1 9 7 Q)&¥lZim(D%miZ'&^Tfttk?Z.£tfl?%Z 0 

8 ffit£#2 000-300500 



#3* 1 1 -0 04 4 



xdpx, A l/>f *>H»ffl«fc i±W*M&g* 

Sm*l£tlM9mi& (Miller) , ^> — fjv • • oq? U ;* >y 

• > • • x. -x" '^^X (Journal of Experiments in Molecu 

lar Genetics) , 4 3 1 —4 3 3, Cold Spring Harbor Laboratory, New York 

1972) ;W£lv^ zz.iz ! &mz&v7u^-$-*®m&<m-fr-&z>r=.® 

o 

i£^x^x'jtr«i®i^ ^#iiits^i 5~4 3x:x^3~2 4^ra 

[0 0 13] 

£ &}*MiUl8? & tnc J; o T Sft £ ®cg| b £ © *> , 3t4>#It 5 ic £ y d< U ^ ^ 

o 

9 ffil#2 000-30 0 500 
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[0 0 14] 

^h'j^j/x r;i/=¥-;i/x> K^^-if, ^n-x-^f ^^--tf&t* 

[0 0 15] 

H.Painfg, 245-279(1995), :/ U 7 x - *JfCj5UCfB«£ tlfc^ 

*»W©3KU^y^ Ftt«^.(l (l) _hfB©#«- WSfffeJc, (2) 'J7* 

10 ffiSE#2 0 0 0 - 3 0 0 5 0 0 c 



11-0044 



-;i/^>f yffvmz. (3) v 7 * - jv? j y >f tmmz, (5) 

h < It v > 9 A-f * >#M&«5K©— a* tin SJ^Jt £ HWc&« 
*>*fctt*B>f*>«*&*K (Mx fiftBfe^S. Aitm, ^offcfli, ^ 

&{tm. €mm. mmm. mmm^) . #;i^>?A^2f->#y»st cm. 

ts^e/OA, fltfifta^s/tfA, 

i*, SSlftv^S'tfA, »K"7^*2/^A, fff^v***S/?A, ^gfcv 

* /l/ ^ A >f * b < It v * */ *? A >f > gyStnH £ $i ffltt * 

ffi«©pH»4~l 0#*L<li6~93e>lC#&U<W:7~9'T?«>&. 'J7# 
-;i^>r y ?WL<to p H J± 3 ~ 1 0 L/ < l± 3 ~ 8 s e> tc#* 0 < tt4 ~ 6 *e& 

s. m<<*y* j])vi;Vi±^*y^L<\$^?*i/7i±>(*y&tz.\$m4*y@k 

\t. iilMi, i&ft*^/J/'7A*fctt«£iftvy*$/^^©»-&T?tt, 0.1-1 
0000 n M #£U<& 1~1000#M 3£>£#*L<W: 1~100#M ©SfifS-etttfJift 

*fcii'j7*-^T-f y?mmmmm't2>. ^i^Kitm&m^^v 7*-^5 £ 

l l aiftE#2 0 0 0- 3 0 



1 1 — 004426 



% \)7it-)\,?jy>?<D$i1fr}lLT\1t. 0 — 3 7°CT? 1 — 9 Q^fW^>M £>*i£ 

o 

[0 0 16] 

A>f :fr>3gL< \%°*>f*S/VM J-ytLfcltM-J 
A >f * > £«&4&f£g L/ < \t v * */ A * > «#&^fC i: S $ *T *> <k v * 

>r m. mmm. wmm. ^itm. &^itm. mmm. m 

#/l/S/*A. WBft*^^*^ fit»#;i/$"?i^ ^Bftrt^l/S/^A, 

15 A> BiT^J"?^ 5g»vy*J/^A, Sflr^frS/ 

©*^SW©3KU^^ K&«B>f % tots? M Jry^h ? M 

*y$Ltc \$mj ytymmmn* ym&mm% l < « v * a 

>f*>«te4&K«:^'r&»8[ try huxn 

KBITS'* U if) #i-> SQIiSi: b TO. 01-50 mg/ 

mL,#3; L< &0.1-20 mg/mLS *>IC«F* b< &1-10 mg/mLTM^* U 

, o~3 7n-eo.i~24i$i8i?Sttfb«:*?3. «g>f*>, iifr*/VJ*4*ylgv< 

ttv 2/^ A>f*>*fett«>f * 71/ S/ ^i*>f L 

< v 2/ «^ix>f i:LTtt, fl^wrjeiMB©*-^^ 0.01-10 

00 mM #£L< 120.1-100 mM $ & IC#£ b < ttO. 1— 10 mM (OWkBt'Cfflto'? & 

o 

3 flfjRffeCD^W^JKU^^ FSEP 0 8 1 2 8 5 6#tCfB«©^iS 

7tymv<&^y*yy^*y&fctem^*ye t sm®M mmm. mmm 

, J*ffc«, 4^ftfH, MSI. flllMUSO . 

1 2 ffiSE# 2000-300500 



1 1 —0 0 4 4 



[0 0 17] 

UPAC — I UB Commission on Biochemical Nomenclature \Z J: £W&-^-fe<£ 

D N A : 7-*^-^r 1/ V jfrRlft 

c D N A : ffiffilfc-r * 3r 5/ U tf&g* 

A : 7f-> 

T : 3^ > 

g : 77 — y 

C : £/ 

RNA : UjKTO 

m R N A : ;* y U 

d A T P :r**i/7r;i/>H'J>l 

dTTP : ^^-^t/^-^i/y^Vym 

dGTP : "r^ZrVfTJ S/>HU yW. 

dCTP :ft^^i/f y>HU>i 

ATP :7r;i/>H'J>i 

EDTA : X3=- U>J77$ >B3f£8l 

SDS : Kf^iithyjA 

[0 0 18] 

G 1 y : S/> 

Ala : 7=7 — y 

V a 1 : /I U > 

1 3 ffiSE# 2000-300500: 
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I 1 e 




S e r 
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: 7. l/Jt— y 


Cy s 
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Glu 


: ^ ym 


Asp 




L y s 


: V i?y 


Arg 


: T)\,3?-y 


His 


: tXfi/> 


P h e 




T y r 


: f 


Trp 




Pro 


: U > 


A s n 




Gin 


: ^ > 



[0 0 19] 

#fgl9!<5!)MPIF-lA23<Z>T^ ^ KBB^JS:^. 

mvm^ : 2 ) 

ClE^I#-t : 3 ) 

1 T'MV^frfc:/^^ V— 2<Z)^S®2^J£z5t\ 

##M 1 T*M^ 6*i£7°^-f V- 3 ©&3£SB#r&a*-f . 
[0 0 2 0] 

t«l©f^Jl 7?#&nfc^lMESt#xS/iy t7 3U (Escherichia coU 

1 4 £fE# 2000-300500 



3f 3£ 1 1 — 0 04 4 



)MM2 9 4 (DE3) /pTCI Id23-MPIFUt 1 0^1 1 J! 2 

4 H3^e>3ilffi^*XMISffiK^*X^XI8SffiW^5m (N I BH) JC#ff£#-& 
FERM BP-6582t bT> TOl 0^10^27 H^&ftffflSsA • 
ffiZZm (I FO) FO 16 2 12 £ l,T#K3*lT V*5„ 

[0 0 2 1 ] 

fl/^ra?- • $U~ — y>f (Molecular cloning) fCgBS$ tlT V^#i£ 

[0 0 2 2] 
##M 1 MPIF-1 A 23#gJ»tf>#|g 

J^B^MPIF-lCD^itit-g^?:. t: hflTRcDNA 5 >T^U- (Quick-Clone, CLO 

*#o:/9>fV- 1 (5' -CATATGCGGG TCACAAAAGA TGCAGAGACA GAG; !B^tI## : 2 
) , 2fclfiR*6n F>T«StC»tSLTBam Hl^JWrffltt&^O^^^ (5'-CATAT 
GGGACAGATTCCATGCTACTAGTGCTGA ; 3) £JlV^> PCR-eigip§ L£ 0 PCR 

fC<fc *JigifiIL£3t^£, TA original cloning kit (4 > << hD$?x>tI 
) &JBV*TpCK2.1'<*#--lC5ilgU pCR2.1/MPIF-l£f£S8Lfc. 3*l£*®BJ 

mmfoZMIRLfz* pCR2a/MPIF-l&^S^R*K&#3:#a6U QIApre P 8 Min 
iprep kit (*cTtfynm) &JBVxTpCR2.1/MPIF-l&9838bfc. 

J«JIRfWPIF-l©N*SB23fi©T5 y^&^^$i±feMPIF-lA23(Z)«5t^^li 
P CR2.1/MPIF-l«fc UPCR{CJcoTJ&#L£„ J»ftMPIF-l©24#gCDAsp$:n- K 

(5' -CATATGCGGG TCACAAAAGA TGCAGAGACA GAG ; gB#I## : 4) Rtf-f^ V- 
2 £ JB VNTPCRtC J; *; MPIF-1 A 23CD«3i3t^ fe^tli U fe. PCR&C £ *J iff «R b 
mfc^-Z. TA original cloning kit (>f>^f-f hD^x>*±§g) &fl§V\TpCR2 
.1^? #-tC5g|£U PCR2.1/ d23-MPIFl«:flMK[Ufc. *J|»®JM109tC#A 

15 £liE4# 2 0 0 0 - 3 0 0 5 0 0 
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ffil,t~ a P CR2a/ d23-MPIFl£^t-£0ft<K$#£ig#U QIA P re P 8 Miniprep 
kit (apr^ftjg) &J§^TpCR2.1/ d23-MPIFl£if§gLfc t , 

MPIF-1A23©^JE^5^^ KttJ£HT©J:^K:*Sibfe. pBR322£Nde ITflJWr 
, T4 DNAsKV *^--tef (DNA Blunting kit, Si»$o££*±Sg) TfjMg&Wft 
U g^tsyiaor, Nde ISRaRaJfi&^SS-ftfepBRdesNde&^KLfc 
„ pET3c£Bgl II - Eco RVeflJBrU jf$0.26kbp<Z)$T# £@JI|X T4 DNA/i\ 

y*^— t?T?*$8&¥?IHfcU pBRdesNdeODSca I^il^LT, pBR/T7 desNd 
eZftmhtc. Sfe. SP&#M£l$^#I^A (Quick Change, STRATAGENEttJg) IC 
i»J, pBR322©Bam HIfRSiffl$fi%^!ftS-&fcpBR322desBamS:f^|gLfc. pBR322de 
sBamOSph I - Eco RVBfttf £ P BR/T7 desNde(Z)Sph I - Eco RV$t# £&%5VT, 
-r Y^^^V U ^Wtt^^^^-pTCII&f^SStfe. PCR2.1/ d23-MPIFl£Nde 
I&tfBam HI7f«J.WrLTT^fn-^m«8c»S:fTV\. ^240 bptf)MPIF-l A23«it 
5t&^£QIAquick Spin Purification Kit (3f 7>f >*±§g) &J8 £®JR L 
fe. #-pTCIl£Nde I&tfBam HITf^Wr LT 7#D -*fWtl§cIfr&f^ 

, H«ilC*&4.6 kbpfiD^> K&EIJRbfc. MPIF-1 A23flt5titte^£^3i'<* # - 
pTCII©Nde I- Bam HIWrtfi:3i|gbfc#L ^J»«JM109lC^A ITr h ^-fr-f # 
y>WttT?J&««#St*&il#U ^©ttJ:*;^^^^ F&IIIJRLT. 
KpTCII/ d23-MPIFl£ L£ d 

^COpTCII/ d23-MPIFl£A-B§»MM294(DE3)lC#ALT, -r" b 9*>f * U 
T?7£SlgSI#c?:3!#lU MPIF-1 A 23|S^^MM294(DE3)/ pTCIId23-MPIFl £Jft*§ 

[0 0 2 3] 
##M2 MPIF-lA23$8Jg«c©#§| 

T?^e>*lfcMPIF-lA23^3S«EMM294(DE3)/ pTCIId23-MPIFl£l0mg/W) 

(1.68JU >»-*ig^hy 0.3j;y >Bft-2K3R^-hy O.lJttfc 
ftT^-^A. 0.05%^b± h 'J 0.024%}»x^*2/?A, 0.02%^3.- 

16 &K#2 0 0 0 - 3 0 0 5 0 0 
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sK-^/LB-625, 0.000S%mm*T$y* 1.5X7 KtffcU 1.0%jt]4?§ J &^ 1.0%-f 

-xhxap^) fcft&^soL^gififc^LT, 371c, m^m 16 L/min, $ 

#0*58 200 rpm T'®^#^#$:^Lfe 0 i8#»©«&#i|&.1300* V y V 
#fetC&o£B#/&7;\ 5.95 mg/L V 7n £ -D-^-jj-jtf^ ^ h 5 ^ */ 

K (IPTG) £»JLfc 0 IPTG^n^24^,130^^^200^#tC0.75%©^;i/n-^ 
&»aDU&#W#9.5l$H&3:T?«#i&fTofc. 12000 rpmTJ|&300 mL/m 

in *eai«53S^J8IS:ffV\ S#:620 g &#fc„ 

[0 0 2 4] 
##M3 MPIF-1A230TO 

##M2T*#e>*l£ffi# 65 g JC65 mL©25 mM EDTA £-g"t?0.1 M Tris-HCl ( 
pH7.5)flD*.TS»U (79>v>tt8!) ^ffiV^T^M^W 

flS*«r*TV*»#&*KfcLfc. SttftftttS. (10000 rpm, 20fMS) 

V\ _h?f£J^U £fA#:£#£ 0 3©ilA#:fC25 mM EDTA 3M f'T—V 
ymm^^tiO.m Tris-HCl ( P H7.5)£130 mL^, £fAfls£?t8¥U 3&D»# 
H (10000 rpm, 20#|R|) S^Tofco »e>tlfe±lt«t 130 mL{C2 mM EDTA RT$0 
.125 M ffift-^hy^AS:-^tf0.1M#aj^hy^A««IK (pH4.5) 1.3 Llttox. 
, 4tt-|iJ7^-;i/foy?:fiofci, mfoftM (10000 rpm, 20#K) % 
*TVv M^±« 60 L£*§£„ £0SM>±$iSJK&5O ally >Bfc&tff$ (pH 6.0 
) T^IS-ffcLfc^^y > h3/\°-;i/#r?A (2.6 cm x 26 cm, fy-ft) IC## 
20 ■L©«Sa-eiftap3-&, ¥«ft»CfflV^fc«af»['X?J:<?5fe#Lfcft. #^8 «.L© 
3fc*T?l M^i&fl;^ h y ^AM^^SEtC <fc »;$gffi£:*Tofc. MPIF-1A23S:3- 
timfrZMfo. #M#^4l000©3g#rj^£/8^T50 mM0^hy V kMffiffi. (p 
H 5.8) IC&LT4 °C*Z? — Bfe3g;|ff 50 mM@t^ h y ? Alfl ( P H 5.8 

) T^ML^TSKgel SP-5PW^7^i. (2.15 cm x 15 cm, 3fCV-*±) jCjRjQbfc 
■ MPIF-lA23#lftgLfcTSKgel SP-5PW#9A&, 1.5 MODi&ffc^ h y ? 
ISS^BBICJ: y^ffifeffofc. MPIF-1 A 23 "fe>hy7lxy 
73 (^lf^43000, 7^>t) & Ev^ 

jSSIIKS:150 mM |frffc:M* y tfi»&-&t?50 «MBfIH- h y ? (pH 5.8 

) "Z^Withtz. Sephacryl SlOOHR^j^A (4.4 cm x 47.3 cm, ~T^?*/*> U7 y 

17 ffiliE#2 0 0 0 - 3 0 0 5 0 0 ; 



1 1—004426 



;i/Vi/7/U^f ^tt) IC J: y ^l/S&iiS&fTVV MPIF-lA235jMSl49 mg£# 
£ 0 MPIF-1A23©SDS-^U U;i/T^ F«^Sl©^5:E 1 l-^"to M 

PIF-lA23*t$^SS:4%^^-^U n-;i/^^-^tf6N^T'110'C, 24&t>*48B#|g^ 
W*^$:^TV\ 7^ JMftmf (SfiL- 8 5 0 0 AAmino Acid Analyzer 

&3$m 3TIBSL^MPIF-1 A23<£>7£ yBtf&J* 



amino 
acid 


MP1F-1 A 23 




Asx 


7 


6.8 


Thr 


6 


6.0 


Ser 


8 


7.4 


Glx 


5 


5.0 


Pro 


4 


3.8 


Glv 


2 


2.0 


Ala 


3 


3.0 


Val 


3 


2.8 


Met 


3 


2.9 


lie 


4 


3.7 


Leu 


5 


5.1 


Tyr 


2 


2.0 


Phe 


4 


3.8 


Lvs 


7 


6.7 


His 


1 


1.0 


Arq 


7 


6.9 



Ser, ThrHOhrlCil-Jf 



1 8 
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I 





(pool) 


MPIF-1 A 23 

©E^ 


1 


Met{426) 


Met 


2 


Asp{379) 


Asp 


3 


Arcr(209) 


Ar<j 


4 


Phe(340) 


Phe 


5 


His(121) 


His 


6 


Ala{284) 


Ala 


7 


Thr{117) 


Thr 


6 


Ser{ 78) 


Ser 


9 


Ala{144) 


Ala 


10 


Asp< 84) 


Asp 



[0 0 2 5] 

mmmi mpif-ia23 ^m&faaymmmmmizz&mmt 

##l3T'®#lfc MPIF-1A23&0.1, 0.5, U 5&mo ■MKgMHtr'g'tfl.OM 
try S^>JR«?R (pH 5.9) {C0.5 mg/mL{C^^ J;e>lC}&D^, ^ifi-e 1 Rirra*&3ffi«: 
ffofc«, 150 mM &4frf- bV ?A£-^tf50 m]imm± b V V 2±M.mWL (pH 5.8 
) T'Sp^-fbLfc NAP-5^jvA (T^i/tA??;!/?^/^^^^ iCjcUM 
ISCii^lTofc. ?Sffi'ffcl925:O t ll©MPIF-l A23(D^?X#MM#ftj$$!H£ 
M©«9£&#TK:ffll8Lfc#?£fCJ:yfTofc. 5 ~ 1 2 M^-(Z)C57BL/6v^* ( 
S) !:F7>f7^^7:-gl5E$-&fet, *ffil#£:]fcy ffiU 25G©&£f#f-£M V^ 
T10XFBS-IMDMS7^y^a^-&it^J:y*tiJ:y#ttj|milSS:flSjyffiU*:. ^ 
fi>4 »L©t7. ^1119£;&llx.fcl5 v^<0&for=L-7\Z^Wftm&mWL* 

#**lCfiSU (750 g, 30#I8D 

Sr^feft, 10%FBS-IMDMT?2Hrgfc?^bfe^ 10 ■L©10%FBS-IMDMlCjR«HLfctfe, 10c 
^©MTO^^-l^fCill, 371C, 5%C0 2 T**?2B3ffa#*Lfc. 

(1000 rpm, 5&m) <MT^;fflKlfc#)£ 0 $9«44,000 cells/mUC&6 
J: 9 tClOXFBS-IMDMCJBIJBU V^^IL-la ( *? at >if -f A£fc$S0 2.5 ng/mU 
Vtf>UL-3 (T^y^X^- WWtf-r* ^ n S?-tfcJg) 2.5 ng/mL. T^XSCF 

1 9 ffiSE# 2000-300500 
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(i/^>1f>f i*tfc«0 10 ng/mL. t hM-CSF (^ac^lfW A*t3B) 10 ng/mL& 
MPIF-lA23$:^t;^^^;i/-fe^D-X^^ (^'J **ttS8) * 

•e37-C, 5% CO,,. 7% 0 2 TT?7HH3*&*bfc. «it©#9x;^0KTT'i^ 
U 3D n -®i£&#0.5 mm5fc?jiCDt><Z>£LPP-CFC£ It, 9 ai^/(f©LPP©« £ 
fflMtbfc. MPIF-lA23»in^OLPP-CFCnan-|S[$:100%i: bTMPIF-1 A23§S 

3 ^cfeV^T^#bfeMPIF-lA23?:»bfc^CDLPP-CFC^an- ^flfffilttO. 
1 ng/ml/e-ll 1.0 ng/mLTr22%T% 3n--^i^)8#Bfc^^Sftfe*ia: 

.1 ng/«LT?44V 1 ng/mL7?52% hLPP-CFCn □ <DJ&&t:WM b fc 
[0 0 2 6] 

gg%0!2 MPIF-1A23 *i£tttt©N5fcSB7 5 

##ffl3T?«f bfc MPIF-1A23 25 mg 5:0. 15M?* V S//l/8ftfttf5 ■Hfiftlft. 

«s:-&t/i.oMt:us;>iR«* (ph 5.9) 25 mucin*.. ga^iHsra&afcfTo 

fc^. 150 mM 1&1ti- b U tfi*&-S*J50 «th^AI«M (PH 5.8) Tf 
Wffcbfc Sephadex G-25#^A (3.2 x45 cm. ■*/■* 7 '/l/VS/7 
*-r**fc) JCJ:yjH«?R©eilS:«ofe. Sephadex G-25©^ffiM 60 ■LJCftK 

JCfeSJ^lCft!*.. 371CT?15B3rlS!jRJS£fTofc. RfSUTt, YM-3«fl>81ilR ( 

t^=i>*±) *e*&5o«L*^»*eb, 150 mM mt-r h v v 2±*&t}50 h 

VV&mmWL (PH 5.8) tfiftlfc Sephadex G-25*^A (3.2 x45 cm. 7 
7*/^i*7 7^J/7^*fftt) J: »J &fJofc. Sephadex 

G-25(Z)^m?S 60 mL £150 mM Msf" h 'J ? A £-^fr50 mMff^ b 'J 9A»f« 

( P H 5.8) Tf¥«ftUTSKgel CM-5 P W# 5 A (2.15x15 cm. 
-1±) lC®*Sii\ 1.5MCD«Lffc-*-MJ ^^S?«^IH^J:y^m?:^ofc 0 
HPIF-1 A 23 -fe>hy^by^3 (^1S^*3000. T ^ 3 > 

*±) &Jfl^"t\ 3«LJC3fc**T», BS^*ift«» &*T^> «««*:150 

mM i&ftf" h y ? A£^t?50 mHiit b 'J V UMffiWi (pH 5.8) T?¥«ftlbfc 
Hi-Load 16/60 Superdex 75#^A (2.6 cm x 60 cm. 7Vi/tA7 7^i/7 

2 0 ttJi£4$ 2000-300500 



#3*- 1 1—0 04 4 



(Des-Met MPIF-1A23) 8.5 mg£f#£ D Des-Met MPIF-1 A235fflgS£4% 

^ y^^tflt (B&L- 8 5 0 0 AAmino Acid Analyzer) £J§^TT ^ IfeftB 
J&£8:5£Lfc„ -tODiS*, 5fc3 JC^SftSfcfcU, cDNA e^agS ft 

g&S£032TP!§il,£:Des-Met.MPIF-l A23©7 5 /Wtt&tiL 



amino 
acid 


MP1F-1 A 23 


28^® 


Asx 


7 


7.2 


Thr 


6 


5.4 


Ser 


8 


8.3 


Glx 


5 


5.0 


Pro 


4 


3.6 


Glv 


2 


2.1 


Ala 


3 


2.9 


Val 


3 


3.0 


Met 


3 


2.0 


lie 


4 


3.7 


Leu 


5 


5.2 


Tyr 


2 


2.0 


PJie 


4 


3.9 


Lys 


7 


6.9 


His 


1 


1.1 


Arq 


7 


6.8 



Ser. TlirteOhrCfl.}? 



^-i/^rAX =Ef^4 7 7A) S:fflV^T8W£bfc. *<0*S^ *4lCj*£ft£ 



2 000-300500 
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^^J2-eiBSLfcDes-Met MP1F-1 A23cDN5fc3S7 5 /mSm 





(pool) 


MFIF-1 A 23 


1 


Asp(272) 


Met 


2 


Arq(238) 


Asp 


3 


Phe (390) 


Arc* 


4 


Hls( 81) 


Phe 


5 


Ala (193) 


His 


6 


Thr( 71) 


Ala 


7 


Ser( 49) 


Thr 


8 


Ala( 55) 


Ser 


9 


Asp( 51) 


Ala 


10 




Asp 



PTH* : 7 fc ^> > 

lnmo 1 &m ^T#fcr£fro fz. 



*J mm b fcDes-Met MPIF-1 A 23&###I 3 b fctSttffcflLaiu^MPIF-l A 23 

ffofe. THP-lUBflS (ATCC, TIB-202) &5 x 10 6 $ya/n»UC&£ <fc ? iClmM^. 
-ffc7tj;i/^^A$:-g-tfMG^«^ ( Modified Gey' s Buffer) iCjMU gtyhftS* 
m Fura PE3/AM (jfoft^ti) £2 /*MIC&£ «fc ICifflX.. 37X:i?3 0#fig^*# 

.5 x 10 6 j(H16/«UC3SfcS J:-5lCjfi8»L, 96^:7 MC100/eL"fo#&b, # 
3 tC 33 V^m# b fcMPIF-1 A 23^t5±fET*^# b £Des-Met MPIF-1 A 23 £§S 

IB^&ICJ: »;H#bfeDes-Met MPIF-1 A23T'li##M 3 bfetStttfS&Slrj 

©MPIF-1 A 23JCjfc^?SV\?Stt^S8*e>tlfc. 
§g»J3 

#^j3tt#lfc MPIF-1 A 23 £1 uM8&lftffi£ fcttStfllilJkm* * 
J"?A^-g-t» 4 50mMft^^- h l> (pH 5.8) }C0.5 mg/mUC & £ J: o \ZM%- 

2 2 ffiffiE# 2000-300500 
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, i mmmmzfiit-^ iso mM ^t-r h u ^A&^tf5o «m»»^- h u 

V2±mmW> (PH 5.8) T«bf: MFSjtj^JU (7?^^A77;i7i/7^ 
-f;*^*±) K£y«««©ffSI&*Tofc. ^'f$ffcfriM#CDMPIF-lA23©V? 

7sttmm&wn®ftm<Dm%.*mmw i {ciE*L£#&tc <fc »mofc. ##m 

[0 0 2 7] 
[0 0 2 8] 

im?m^: i] 

BB#I©*3 : V 7 

mmomm-. zyrwH 

Met Asp Arg Phe His Ala Thr Ser Ala Asp Cys Cys He Ser Tyr Thr 

15 10 15 

Pro Arg Ser He Pro Cys Ser Leu Leu Glu Ser Tyr Phe Glu Thr Asn 

20 25 30 

Ser Glu Cys Ser Lys Pro Gly Val He Phe Leu Thr Lys Lys Gly Arg 

35 40 45 

Arg Phe Cys Ala Asn Pro Ser Asp Lys Gin Val Gin Val Cys Met Arg 

50 55 60 

Met Leu Lys Leu Asp Thr Arg He Lys Thr Arg Lys Asn 

2 3 ffifiE# 2000-300500. 
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65 70 75 

[0 0 2 9] 

mm** : 2 ] 

BB#I©*S : 3 3 

fl<Z>§& : 
h/KD^"- : 

@2?'J<Z)«^: MDNA 

CATATGCGGG TCACAAAAGA TGCAGAGACA GAG 33 
[0 0 3 0] 
: 3 ] 

bi#j©*3 3 3 
mmom •. ^ 

bi*!©M: ^DNA 

mm 

CATATGGGAC AGATTCCATG CTACTAGTGC TGA 33 
[0 0 3 1] 

mm** : 4 ] 

MM<D-& S : 3 3 

mom : -#« 

CATATGCGGG TCACAAAAGA TGCAGAGACA GAG 33 

2 4 ffifE# 2000-300500 



ii_ 004 



[0 0 3 2] 

m 1 ] ##« 2 b feMPIF- 1A2 30SDS-PAGE O^* 

[02] ^J6«l T*fffc*lfc^ift«g«taK:J:*MPIF- lA2 3 0^ttfb^t@ 
[S3] ^J6#J2 -efffctlfeDes-Met MPIF- 1 A 2 3 0 ^?X#M*fflflfr$Mfc#lJ 
[04] ^ife«2-efft>tlfeDes-Met MPIF- 1 A 2 3 ©M|^*;bi/^ 

[0 5] ^j6#gsi?ff*)tifcMPiF- 1 a 2 3<D^vxitmmm&{£$iMftm<Dm 



2 5 
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[01] 



LjL 

M1 ^ M2 




1 ffi!E#2 0 0 0 - 3 0 0 5 0 0 



i 1—0 0 4 4 




[03] 




20- 



u-1 1 1 1 1 I 

0.002 0.01 0.1 1 10 20 

MPIF-1 A 23 cone. (ng/mL) 



ffi!E#2 000-300500 
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mm] 

ISttS-&*»*€:^'r*?SttMMPIF-lA 2 3$:, 3 £ 



1 



&SE# 2000-300500: 
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ffi & A 



fit m 



(0 0 0 0 0 2 9 34] 



1. 

ft & 



1992$ 1 J! 2 2 0 



ffi|E4#2 000-300500 



